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Abstract: Warmer seawater temperatures are expected to increase harmful algal blooms (HABs)
occurrence, intensity, and distribution. Yet, the potential interactions between abiotic stressors and
HABs are still poorly understood from ecological and seafood safety perspectives. The present
study aimed to investigate, for the first time, the bioaccumulation/depuration mechanisms and
ecotoxicological responses of juvenile gilthead seabream (Sparus aurata) exposed to paralytic shellfish
toxins (PST) under different temperatures (18, 21, 24 ◦C). PST were detected in fish at the peak of
the exposure period (day five, 0.22 µg g−1 N-sulfocarbamoylGonyautoxin-1-2 (C1 and C2), 0.08 µg
g−1 Decarbamoylsaxitoxin (dcSTX) and 0.18 µg g−1 Gonyautoxin-5 (B1)), being rapidly eliminated
(within the first 24 h of depuration), regardless of exposure temperature. Increased temperatures led
to significantly higher PST contamination (275 µg STX eq. kg−1). During the trial, fish antioxidant
enzyme activities (superoxide dismutase, SOD; catalase, CAT; glutathione S-transferase, GST) in
both muscle and viscera were affected by temperature, whereas a significant induction of heat
shock proteins (HSP70), Ubiquitin (Ub) activity (viscera), and lipid peroxidation (LPO; muscle) was
observed under the combination of warming and PST exposure. The differential bioaccumulation
and biomarker responses observed highlight the need to further understand the interactive effects
between PST and abiotic stressors, to better estimate climate change impacts on HABs events, and to
develop mitigation strategies to overcome the potential risks associated with seafood consumption.
Keywords: Paralytic shellfish toxin; warming; fish; seafood safety; ecotoxicological responses
Key Contribution: Warming conditions can promote higher PST accumulation in S. aurata
juveniles. Moreover, the co-exposure of warming with PST affected animal condition as well
as fish ecotoxicological responses, resulting in the inhibition of the antioxidant machinery and the
enhancement of cellular damage. The present study provides novel and significant insights for a
better understanding on toxin accumulation in fish species under climate change scenarios.
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1. Introduction
Harmful algae blooms (HABs) naturally occur under favorable environmental conditions, leading
to the proliferation and/or aggregation of microalgae species containing high levels of toxic compounds,
i.e., marine biotoxins [1]. The geographic distribution of toxic algae species has been associated with
changes in local or regional eutrophication conditions, or due to large-scale climatic changes [2]. Indeed,
coastal eutrophication and extreme climate events, such as El Niño, may promote favorable growing
conditions (i.e., nutrient enriched waters) for the occurrence of toxic algal blooms, and therefore
increased HAB events [1,2]. HABs are a major concern for marine ecosystems, as they can translate
in several toxicological effects to the marine species that ingest them, being particularly deleterious
to individuals in early life stages [3,4]. Moreover, HAB events have a great impact on human health,
due to the consumption of contaminated seafood [1]. Filter-feeding organisms, such as bivalves, feed
toxic microalgae and accumulate toxins they produce. Recently, other taxonomic groups higher up in
the food chain (e.g., predatory fish, cephalopods, birds, and mammals) have been also pointed out as
important vectors of marine biotoxins. Yet, so far, little attention has been paid to the transfer and
toxicological mechanisms of marine toxins in these “emerging vector species” [5,6].
Marine biotoxins can be classified according to their solubility (i.e., hydrophilic or lipophilic), as
well as their toxicological mode of action (i.e., paralytic shellfish poisoning, PSP; amnesic shellfish
poisoning, ASP; diarrheic shellfish poisoning, DSP; neurotoxic shellfish poisoning, NSP; and ciguatera
fish poisoning, CFP) [7]. Among the hydrophilic biotoxins are paralytic shellfish toxins (PST) and
amnesic shellfish toxins (AST), whereas diarrheic shellfish toxins (DST), neurotoxic shellfish toxins
(NST), and ciguatoxins (CTX) are lipophilic compounds [8]. Paralytic shellfish toxins (PST), including
saxitoxin and saxitoxin-related compounds (STXs), are potent neurotoxins mainly produced by
marine dinoflagellates that cause PSP [1,8]. PST neurotoxicity is due to their high affinity to bind
to voltage-gated sodium channels, inhibiting the passage of sodium ion nerve cell membranes, and
thus blocking neuronal and muscular activities [4,8]. As PST toxicity differs according to the binding
affinity of each compound [7], carbamate toxins, including saxitoxin (STX), neosaxitoxin (NEO),
and gonyautoxins (GTX1 and GTX4) have been considered the most toxic PSTs, followed by their
decarbamoyl derivatives (dcSTX, dcGTX, and dcNEO), whereas N-sulfocarbamoyl toxins (e.g., B1
(GTX5), B2 (GTX6), and C1 and C2) are usually associated with lower toxicity [7,8].
Over the past decades, HABs have increased in frequency, intensity, and geographic distribution,
mainly due to the increase in seawater temperatures that favors microalgae growth [9]. Indeed,
worldwide, climate change is increasing seawater surface temperature (SST), and this trend is expected
to worsen over the next decades, with SSTs increasing up to 5 ◦C in some regions [2,10]. Yet, both
direct and indirect impacts of climate change effects in marine ecosystems, especially in the food-web
system, are still unclear [9]. Understanding the way and extent to which abiotic variables can affect the
occurrence/toxicity of HABs in seafood species will make it possible to anticipate how climate change
drivers affect marine species from both an ecological and a seafood safety perspective.
PST exposure [11] and climate change effects [12] are known to induce adverse effects on fish
species, mainly in the antioxidant mechanism as a result of oxidative stress [13]. Induced oxidative
stress may exert cytotoxic effects through the overproduction of reactive oxygen species (ROS), which
are involved in cellular protective mechanisms, but at higher concentrations lead to deleterious
effects in cellular proteins, lipids, and DNA [14]. Several biochemical assays can be used to evaluate
the ecotoxicological responses induced by exposure to environmental contaminants and climate
change stressors [12,14]. Within fish antioxidant machinery, catalase (CAT) and superoxide dismutase
(SOD) are considered ROS scavengers with protective roles against ROS formation, while glutathione
S-transferases (GST) plays a key role in organs’ second phase detoxification [15]. In addition, heat
shock proteins (HSP) are mainly associated with cellular redox changes by temperature, and lipid
peroxidation (LPO) is the ultimate degradation product of cellular injury [15]. Yet, such an approach
has not been employed to evaluate the ecotoxicological effects of PST under warming.
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Within this context, the present study aims to assess, for the first time, the effect of seawater
temperature regimes on PST (C1 and C2, dcSTX and B1) bioaccumulation and depuration mechanisms
in juvenile fish, as well as its ecotoxicological responses, following five days of dietary exposure to
these toxins. Gilthead seabream (Sparus aurata) was selected as the biological model, since it is a
predatory fish with high commercial value, widely produced in coastal areas of the eastern Atlantic
and Mediterranean Sea [16]. Blue mussels (Mytilus galloprovincialis) constitute a natural prey of fish
species inhabiting the Mediterranean region, such as S. aurata, and this bivalve species is a primary
vector of PST in coastal areas [17]. Therefore, naturally-contaminated mussels were used as feed to
expose juvenile seabream to PST.
2. Results
2.1. Influence of Warming on PST Accumulation and Depuration
PST were detected after four days of exposure (regardless of temperature regime), with the highest
concentration being found on day five at 24 ◦C (0.97 µg g−1 C1 and C2, 0.57 µg g−1 B1 and 0.09 µg
g−1 dcSTX) (Figure 1). The PST profile was limited to C1 and C2, dcSTX and B1 toxins analogues,
matching the toxin profile of contaminated mussels’ hepatopancreas used as feed. C1, C2, and B1
toxins were the most abundant PST in seabream juvenile specimens (Figure 1A,C). Still, on day four,
higher concentrations were observed for the B1 toxin (0.27 µg g−1; Figure 1C), whereas on day 5, higher
concentrations were observed for C1 and C2 (0.97 µg g−1; Figure 1A). PST were not detected (levels
below detection limit) during the depuration period (i.e., days 6–10), indicating a fast elimination rate
in this fish species (Figure 1A–C).
On day four, higher temperatures (21 ◦C and 24 ◦C) significantly increased (p < 0.05) B1 toxin levels
in seabream juveniles (Figure 1C), whereas on day five (i.e., maximum PST exposure), significantly
higher concentrations of C1, C2, and B1 toxins were observed in fish exposed to the highest seawater
temperature (i.e., 24 ◦C; p < 0.05; Figure 1A,C). In addition, warming significantly increased C1 and 2
concentration with time (day five > day four), while dcSTX concentration was significantly higher
on day five, regardless of seawater temperature (Figure 1A,B). PST toxicity was calculated using the
toxicity equivalency factors (TEFs) adopted for each toxin group [18]. Warming significantly increased
(p < 0.05) PSP toxicity at the maximum exposure period, where the maximal toxicity of 275 ± 3 µg STX
eq. kg−1 was reached on day five and 24 ◦C (Table 1). Moreover, PSP toxicity in seabream juveniles
significantly increased from day four to day five at higher temperatures (21 ◦C and 24 ◦C; Table 1).
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Figure 1. Effect of different temperature regimes (18 °C, 21 °C, and 24 °C) on the 
accumulation/depuration of paralytic shellfish toxins (PST) (µg g−1) in Sparus aurata: (A) N-
sulfocarbamoylgonyautoxin-1 and -2 (C1 and C2), (B) decarbamoylsaxitoxin (dcSTX), (C) 
gonyautoxin-1 (B1), during the experimental period. Results are expressed as mean ± SD (n = 5). 
Different letters (a, b, c) indicate significant differences (p < 0.05) between temperatures, whereas the 
symbols (*, #) indicate significant differences (p < 0.05) between days. <DL = below detection limit. 
On day four, higher temperatures (21 °C and 24 °C) significantly increased (p < 0.05) B1 toxin 
levels in seabream juveniles (Figure 1C), whereas on day five (i.e., maximum PST exposure), 
significantly higher concentrations of C1, C2, and B1 toxins were observed in fish exposed to the 
highest seawater temperature (i.e., 24 °C; p < 0.05; Figures 1A,C). In addition, warming significantly 
increased C1 and 2 concentration with time (day five > day four), while dcSTX concentration was 
significantly higher on day five, regardless of seawater temperature (Figures 1A,B). PST toxicity was 
calculated using the toxicity equivalency factors (TEFs) adopted for each toxin group [18]. Warming 
significantly increased (p < 0.05) PSP toxicity at the maximum exposure period, where the maximal 
toxicity of 275 ± 3 µg STX eq. kg−1 was reached on day five and 24 °C (Table 1). Moreover, PSP toxicity 
Figure 1. Effect of different temperature regimes (18 ◦C, 21 ◦C, and 24 ◦C) on
the accumulation/depuration of paralytic shellfish toxins (PST) (µg g−1) in Sparus aurata:
(A) N-sulfocarbamo lgonyautoxin-1 and -2 (C1 and C2), (B) decarbamoylsaxitoxin (dcSTX),
(C) toxin-1 (B1), during th experimental period. Results are expressed s mean ± SD (n = 5).
Different letters (a, b, c) indicate signific t ifferences (p < 0.05) betwe n temperatures, wher as the
symbols (*, #) indicate significant differences (p < 0.05) between days. <DL = below detection limit.
Table 1. Toxicity (µg STX q. kg−1) of S. aurata exposed via feed to PST at different temperatures a d
current EU limit [11] for paralytic sh llfish poisoning (PSP) tox ns.
Sampling Day Temperature Toxicity (µg STX eq. kg−1) EC 853/200411
Da 4
18 ◦C 74.7 ± 1.6
800 µg STX eq. kg−1
21 ◦C 59.1 ± 8.3 #
24 ◦C 67.1 ± 6.5 #
Day 5
18 ◦C 113.4 ± 17.2 b
21 ◦C 154.1 ± 1.2 b,*
24 ◦C 275.4 ± 3.0 a,*
Different letters (a, b) indicate significant differences (p < 0.05) between temperature (18 ◦C, 21 ◦C, and 24 ◦C)
for the same day, whereas the symbols (*, #) indicate significant differences (p < 0.05) between days for the same
temperature. Results are expressed as mean ± SD (n = 5).
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2.2. Influence of Warming and PST Exposure on Fish Ecotoxicological Responses
No mortality or changes in fish behavior were observed during the experiment. The combined
effect of PST exposure and warming significantly decreased (p < 0.05) animal condition, as a significantly
lower Fulton’s condition index (K) was observed at 24 ◦C and on day five (PST exposure) (Figure 2).
On the other hand, no significant differences (p < 0.05) were observed on day 10 (depuration), regardless
of water temperature (Figure 2).
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3D). Noteworthy, throughout the experimental period, CAT activity decreased in the muscle of fish 
Figure 2. Fulton’s condition index (K) in S. aurata before PST exposure (day 0), after five days of
exposure (day 5) and after five days of depuration (day 10) at different temperatures (mean ± SD; n = 5).
Different letters (a, b) indicate significant differences (p < 0.05) between treatments (18 ◦C, 21 ◦C, and
24 ◦C) for each day.
The levels of oxidative stress-related enzymes, including SOD, CAT, and GST activities, are
presented in Figure 3. In fish viscera, warming (i.e., exposure to 21 ◦C and 24 ◦C) significantly inhibited
(p < 0.05) SOD activity after PST exposure (day five), as well as during the depuration phase (day ten;
p < 0.05; Figure 3A). Conversely, acclimation to warmer temperatures (before PST ex osure, i.e., day
zero) induced lower SOD activity in fish muscle (p < 0.05), such a trend was reversed after five days of
concomitant exposure to PST, with SOD inhibition increasing in all treatments, regardless of temperature
regime (Figure 3B). Moreover, SOD activity tended to decrease throughout time (i.e., day zero versus
day ten) in the muscle of fish exposed to the lowest temperature regime (i.e., at 18 ◦C), but not in those
exposed to warmer temperatures (Figure 3B). Warming (both temperatures) significantly reduced CAT
activity in the viscera and muscle of fish, regardless of PST exposure (p < 0.05; Figure 2C,D), only
except during the depuration period (day ten) in muscle (p < 0.05; Figure 3D). Noteworthy, throughout
the experimental period, CAT activity decreased in the muscle of fish under the control temperature
(18 ◦C), being significantly lower (p < 0.05) on day ten (PST depuration) compared to day zero (baseline)
and day five (PST exposure; Figure 3D). At the beginning of the experiment (day zero, baseline), fish
acclimated under warmer temperatures exhibited significantly lower GST activity (p < 0.05) in both
tissues compared to those under the control temperature (Figure 3E,F). After five days of PST exposure
(i.e., on day five), this trend was maintained in fish muscle (i.e., GST activity stayed significantly lower
in fish exposed to warming, particularly to the highest temperature; Figure 3F) but not in the viscera,
with PST exposure being responsible for a significant diminishment of GST activity in fish exposed to
the control temperature (on both day five and day ten in viscera and on day ten in muscle; Figure 3E,F).
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Matching the overall inhibition of antioxidant enzyme activities promoted by warmer 
temperatures and/or PST exposure, LPO (measured as malondialdehyde (MDA) concentration) 
gradually increased over time in fish exposed at 21 °C and 24 °C, being significantly higher (p < 0.05) 
Figure 3. Anti-oxidant enzy e activities (S ; T; GST) in the viscera (A,C,E) and muscle (B,D,F) of
S. aurata before PST exposure (day 0), after five days of PST exposure (day 5) and after five days of
depuration (day 10) at different temperatures (18 ◦C, 21 ◦C, and 24 ◦C). Results are expressed as mean
± SD (n = 5). Different l tters (a, b, c) indicate significant differences betwe n t mperatures (p < 0.05),
whereas (A, B) indicate significant differences between days. Abbreviations: CAT—catalase ctivity;
SOD—superoxide dismutase inhibitio ; GST—glutathione S-transferase activity.
Matching the overall inh bit on of antioxidant enzyme activities promoted by warmer temperatures
and/o PST exposure, LPO (mea d as malondialdehyde (MDA) concentration) gradually increased
over time in fish exposed at 21 ◦C and 24 ◦C, being significantly higher (p < 0.05) compared to the
values observed in fish under 18 ◦C after five days of PST exposure (muscle) as well as after the PST
depuration period (day 10; viscera and muscle; Figure 4A,B).
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Figure 4. Lipid peroxidation (as MDA concentration), heat shock protein (HSP70) concentration, and
ubiquitin concentration (Ub) in viscera (A,C,E) and muscle (B,D,F) of S. aurata before PST exposure
(day 0), after fi of PST exposure (day 5) and after five days of depuration (day 10) at different
temperatures ◦C, 21 ◦C, and 24 ◦C). Results are expressed as mean ± SD (n = 5). Different
letters (a, b, c) indicate significant differenc s b tween temperatures (p < 0.05), whereas (A, B) indicate
significant differences bet een days. Abbreviations: MDA—malondialdehyde concentration.
Concerning heat shock response, HSP70 content in both fish tissues was significantly affected by
temperature and PST exposure (Figure 4C,D). In fish viscera, PST exposure triggered a drastic increase
in HSP70 proteins synthesis (p < 0.05), particularly at warmer temperatures (24 ◦C), a trend that was still
observed even after the five days of the PST depuration period (Figure 3C). Conversely, in fish muscle,
HSP70 levels did not seem to be significantly affected by PST exposure (i.e., no significant differences
between days zero, five, and ten), whereas warmer temperatures, particularly 24 ◦C, increased the
synthesis of these proteins for all sampling days (p < 0.05; Figure 4D). Warming (21 ◦C and 24 ◦C)
significantly increased (p < 0.05) Ub protein synthesis in fish viscera, regardless of PST exposure, though
a gradual decrease was observed throughout time in these two treatments (p < 0.05). Conversely, this
tendency was not observed in the one simulating the control temperature (an increase between days
Toxins 2019, 11, 408 8 of 16
zero, five, and ten was observed instead in fish exposed at 18 ◦C; Figure 4E). In comparison, fish muscle
did not evidence significant differences in Ub contents (Figure 4F) nor in AChE activity (Figure 5).
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3. Discussion 
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In line with the present findings, low levels of toxins were observed in fish exposed to PST 
through feed, with toxin concentrations evidencing an increase with the exposure time (i.e., 
maximum concentration found by the end of the exposure period) [19,20]. Yet, contrasting with 
previous studies, PST profiles in fish (predators) are identical to the profiles of their prey (C1 and C2 > 
B1 > dcSTX). Only a few studies have focused on fish metabolism of PST. However, the differences 
previously reported in the toxin profiles of prey and predators suggest that PST biotransformation 
may also take place [19,21]. Nevertheless, the low levels detected, associated with identical 
elimination rates during uptake and depuration, may explain the absence of PST metabolization [22]. 
Several studies show that viscera are the primary organ for PST accumulation, but have also higher 
detoxification rates (excretion), which can be effectively accelerated in juvenile specimens that 
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Figure 5. Acetylcholinesterase (AChE) activity in muscle tissue of S. aurata before PST exposure (day
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temperatures (18 ◦C, 21 ◦C, and 24 ◦C). Results are expressed as mean ± SD (n = 5).
3. Discussion
3.1. Influence of Warming on PST Accumulation and Depuration
In line with the present findings, low levels of toxins were observed in fish exposed to PST
through feed, with toxin concentrations evidencing an increase with the exposure time (i.e., maximum
concentration found by the end of the exposure period) [19,20]. Yet, contrasting with previous studies,
PST profiles in fish (predators) are identical to the profiles of their prey (C1 and C2 > B1 > dcSTX). Only
a few studies have focused on fish metabolism of PST. However, the differences previously reported in
the toxin profiles of prey and predators suggest that PST biotransformation may also take place [19,21].
Nevertheless, the low levels detected, associated with identical elimination rates during uptake and
depuration, may explain the absence of PST metabolization [22]. Several studies show that viscera are
the primary organ for PST accumulation, but have also higher detoxification rates (excretion), which
can be effectively accelerated in juvenile specimens that present rapid growth, and therefore faster
metabolism [22].
In agreement with the present results, Costa et al. [19] and Kwong et al. [20] reported high toxin
elimination in Diplodus sargus (B1 and dcSTX) and Acanthopagrus schlegeli (C1 and C2), suggesting that
PST can be easily excreted by renal processes [23]. Interestingly, PSTs were not detected after the first
24 h of depuration. In contrast, previous reports showed decreased toxin concentrations during the
first five days of depuration [19,21]. Such differences may be explained by different toxin profiles and
model fish species. It is known that C2 and C1 toxin analogues, which were the predominant ones
in our study, are less stable and easily undergo enzymatic hydrolysis, being rapidly eliminated via
urine [19]. Moreover, warmer water temperatures lead to higher metabolic rates associated with the
increase in fish energetic de ands [24] and, consequently, higher excretion rates of the more soluble
toxin analogues [22].
To the authors’ best knowledge, so far, the effect of warming on PST accumulation/depuration has
only been assessed in bivalve species, i.e., oysters (Crassostrea gigas and Saccostrea glomerata [25]), sea
scallops (Placopecten magellanicus [26]) and mussels (Mytilus edulis [26] and Mytilus galloprovincialis [27]),
therefore hampering adequate comparisons of the present data (i.e., concerning a fish model species)
with previous studies. However, while in M. edulis and P. magellanicus the effect of temperature on
PST uptake was unclear [26], warmer temperatures significantly decreased PST concentrations in
S. glomerata, diploid C. gigas [25], and M. galloprovincialis [27]. Contrarily, a previous study showed
PST accumulation in the fish muscle of Geophagus brasiliensis during HABs, with slightly higher PST
concentration in summer compared to spring and autumn, in a Brazilian reservoir [28]. Several studies
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demonstrated that warmer temperatures enhance organic compound accumulation in fish species
(e.g., Hg in Dicentrarchus labrax [29], triclosan in Diplodus sargus [24]) via feed ingestion, as a result
of enhanced fish metabolism and, therefore, increased feeding rates. Still, increased metabolic rates
can also translate into increased compound metabolization and/or excretion [28], which may explain
the present results. Despite the increased accumulation of PST in seabream at warmer temperatures,
toxin concentrations remained below the current safety limits established for human consumption
(800 µg STX eq. kg−1) [18]. Nevertheless, these limits were established to protect consumers [18], and
therefore the potential toxic effect on fish welfare can be under or overestimated. Indeed, in terms of
fish welfare it is worthwhile highlighting the ecotoxicological responses observed in juvenile gilthead
seabream fish exposed to PST at warmer temperatures (e.g., decreased animal fitness). Yet, particularly
noteworthy was the 1.4-fold increase in seabream toxicity with warming (24 ◦C), representing a 20%
increase in PSP toxicity. These results strongly suggest that the higher toxin accumulation levels might
be exacerbated if temperatures continue to increase to levels projected by the Intergovernmental Panel
on Climate Change (IPCC) for the worst-case scenario. It is known that several bivalve species can
convert N-sulfocarbamoyl toxins to their corresponding carbamate toxin (more toxic) under conditions
of a high temperature and low pH [23]. Yet, such a process of conversion and/or metabolized in fish is
still unclear and could not be detected in the current study.
Furthermore, in line with previous studies [30], the present results suggest that differences would
be expected with adult seabream specimens. It is known that adult fish have higher rates of feed
ingestion, meaning the ingestion of higher amounts of feed and, consequently, the ingestion of higher
toxin concentrations. In addition, evidence of toxin biotransformation (the conversion of less potent
and less stable toxins into more potent and stable ones) during digestion can occur by enzymes in
adult fish, as well as toxin distribution through extravascular fluids to other organs revealing PST
bioaccumulation within the food chain [30].
3.2. Influence of Warming and PST Exposure on Fish Biochemical Responses
In agreement with previous studies, an increased oxidative stress response was observed in
both tissues due to warming and PST exposure in S. aurata [12,24,28,31,32]. Aquatic organisms’
antioxidant mechanisms are complex, and exposure to stressful environmental conditions can induce
or inhibit antioxidant enzymes [28]. Generally, increased SOD and CAT activities are linked with
warmer seawater temperatures, due to the enhancement of an organism’s metabolism [12,24,32],
whereas SOD and CAT activities inhibition were observed after toxin and metal exposure [31–33].
The present results show that the combined exposure to PST and warming resulted in lower SOD
activity in viscera in the beginning of the exposure trial, while in muscle, SOD activity was inhibited
by warmer temperatures, regardless of PST exposure. It is known that the liver is the main organ for
PST accumulation, being responsible for toxin biotransformation, redistribution to other tissues, and
elimination [19]. Yet, both warming and PST exposure reduced CAT activity in viscera and muscle. A
similar pattern was also found with xenobiotic compounds (e.g., endosulfan in Channa punctatus [34],
MeHg in Dicentrarchus labrax [32], triclosan in Diplodus sargus [24], and STX in Hoplias malabaricus [35]).
PST exposure may result in an intensive formation of reactive oxygen species (ROS), and such
excessive substrate production (superoxide anion) may inhibit CAT activity [35]. As for GST, the
activity inhibition in fish exposed to warmer temperatures (viscera and muscle) and PST (muscle)
is in contradiction with previous studies carried out with MeHg [32] and other fish species, such
as Atlantic salmon [36] and Hoplias malabaricus [35], where GST activity increased under stressful
conditions and/or as a response to CAT activity inhibition [24,28,32,36]. PST metabolization mainly
occurs in fish liver, where phase I and phase II reactions for the biotransformation of xenobiotics
take place [20]. It has been hypothesized that C1, C2, and B1 analogues can enter directly phase II of
biotransformation, yet so far GST induction has mainly been reported in fish exposed to PST carbamate
analogues [20,21]. Furthermore, enzyme denaturation or cells’ inability to synthetize enzymes can occur
when temperatures exceed threshold values [12]. On the other hand, GST activity inhibition indicates
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that the N-sulfocarbamoyl toxins (C1, C2, and B1) were highly hydrophilic and easily eliminated, not
being necessary to promote PST analogue excretion through the conjugation of toxins with reduced
glutathione (GHS; GST catalyze) [21]. Antioxidant enzymes are strongly species-dependent, as each
species has different thermal tolerance limits and enzyme baseline levels [12,37]. Yet, the distinct trends
observed show that increased temperatures affect fish antioxidant responses to PST exposure, in a
tissue- and biomarker-specific way (e.g., enhanced SOD activity was observed in viscera, but not in
muscle, and inhibited GST activity in muscle, but not in viscera). Interestingly, PST exposure strongly
affected fish antioxidant machinery in muscle at 18 ◦C, since significantly lower SOD, CAT, and GST
activities were observed after the PST depuration period, compared to the baseline, corroborating the
fact that antioxidant enzyme activities are time-dependent [37].
The increase in LPO under warming and PST exposure indicate that membrane damage occurred
over time (i.e., overall, higher values at the end of the trial compared to baseline values), particularly
at warmer temperatures (possibly due to SOD, CAT, and GST inhibition), further corroborating
the time-dependency of cells’ antioxidant scavengers and indicating that these enzymes were not
able to totally prevent the oxidative damage induced by ROS, potentially leading to cell death [32].
The significantly higher MDA concentration observed in muscle after PST depuration at higher
temperatures suggests that the combined effect of warming and PST exposure may lead to irreversible
cell damage.
The increase in HSP70 is generally associated with rising temperatures, as well as with exposure
to environmental contaminants [32,37]. Generally, HSP content gradually increases until reaching a
maximum level and then it starts to decrease as thermal stress becomes more severe and protein synthesis
mechanisms are led to exhaustion [12]. Noteworthy, HSP synthesis may be influenced by the baseline
contents of each species and/or tissues, and by the synergistic effects of contaminants [32], explaining
the significant increase in HSP content in viscera after PST exposure compared to non-exposed fish.
In addition, the increased Ub levels in viscera after warming and PST exposure indicate that the
synthesis of these proteins was triggered in response to stressful conditions, most likely as a result of an
increased need for chaperoning and degradation by the proteasome of protein anomalies [37]. In what
concerns muscular AChE, Clemente et al. [28] reported a significant increase after PST exposure at
higher temperatures (summer). However, in the present work, both warming and PST exposure did
not seem to affect AChE activity in fish muscle.
4. Conclusions
The present study provides evidence that increased seawater temperatures facilitate PST
bioaccumulation in juvenile seabream specimens, despite the possibility for these toxins to be rapidly
depurated. Although warming promoted higher toxin accumulation by fish (1.4-fold increase), PSP
toxicity levels remained below the current safety limits established for human consumption.
In terms of fish ecotoxicological responses, the co-exposure of warming with PST decreased
animal fitness (K), and affected the biomarker responses of fish tissues, resulting in the inhibition of
antioxidant scavengers (SOD, CAT, and GST) as well as in the enhancement of biomarkers involved
in lipid (LPO) and protein (HSP70 and Ub) damage in cells. Yet, the impairment of fish antioxidant
machinery under warming and PST exposure, alone or in co-exposure, suggests that ecotoxicological
responses can only prevent oxidative stress to some extent, inducing cell damage, health problems and
ultimately, fish mortality.
The different PST accumulation observed in fish exposed to warming conditions highlights the
need to consider interactions between multiple stressors, especially linked with climate change scenarios
(i.e., HABs, warming, and acidification), in future studies on toxin accumulation and elimination in
commercial marine species, as well as for ecotoxicological responses. Such studies will allow the
collection of more realistic information on the potential effects of climate change-related stressors on
HABs toxicity potentially causing the impossibility to trade commercially valuable fish species.
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5. Materials and Methods
5.1. Preparation of PST Contaminated Diet
Naturally contaminated and non-contaminated mussels (Mytilus galloprovincialis) were used to
expose fish to PST through their diet. Contaminated M. galloprovincialis were collected in Aveiro
Lagoon, NW Portuguese coast, during a bloom of Gymnodinium catenatum in late 2016. The presence
of PST was confirmed by liquid chromatography, as previously described by Costa et al. [19]. Toxin
composition included carbamate (STX, GTX2, and GTX3), N-sulfocarbamoyl (C1, C2, and B1) and
decarbamoyl analogues (dcGTX2, dcGTX3, and dcSTX) (Table 2), and the PST toxicity measured was
27,232 µg STX eq. kg−1. Mussels hepatopancreas were dissected and freeze-dried at −50 ◦C, 10−1 atm
of vacuum pressure, for 48 h (Power Dry 150 LL3000, Heto, Czech Republic), homogenized, and kept
at −20 ◦C prior to the feeding experiments.
Table 2. Toxin profile (mg kg−1) in mussels (M. galloprovincialis) hepatopancreas given as food to
gilthead seabream (S. aurata).
Toxins Analogues DW WW
dcGTX2 and dcGTX3 4.6 1.1
C1 and C2 248.9 60.8
dcSTX 50.4 12.3




(mg STX eq. kg−1) 111.5 27.23
DW—dry weight; WW—wet weight. dcGTX2 and dcGTX3 (decarbamoylgonyautoxin-2 and -3); C1 and C2
(N-sulfocarbamoylgonyautoxin-2 and -3); dcSTX (decarbamoylsaxitoxin); GTX2 and GTX3 (gonyautoxin-2 and -3);
B1 (gonyautoxin-1); STX (saxitoxin).
5.2. Experimental Design and Biological Sampling
Juvenile specimens of S. aurata reared at the aquaculture pilot station of the Portuguese Institute
for the Sea and Atmosphere (EPPO-IPMA, Olhão, Portugal), were maintained in 24 rectangular glass
tanks (~50 L) in Guia Marine Laboratory (MARE-FCUL, Cascais, Portugal, with an independent water
recirculation system (RAS), temperature and pH control (Profilux 3.1N, GHL, Germany), refrigeration
system (Frimar, Fernando Ribeiro Lda, Portugal), protein skimmers (Reef SkimPro, TMC Iberia,
Portugal), UV disinfection (Vecton 300, TMC Iberia, Portugal), and biological filtration (model FSBF
1500, TMC Iberia, Portugal). Seawater parameters were controlled daily through seawater renewal (25%)
and by colorimetric tests (Tropic Marin, Montague, CA, USA). Ammonia and nitrites were kept below
detectable levels, while nitrates were kept below 2.0 mg L−1. Seabream specimens were acclimated for
15 days in aerated seawater (dissolved O2 > 5 mg L−1) at 18 ± 0.5 ◦C, pH 8.0 ± 0.1 units, 35 ± 1.0 %
salinity, 12:12 h photoperiod and fed with 7% of the average body weight (b.w.), with a commercial
fish diet manufactured by SPAROS, Lda (Olhão, Portugal). Detailed feed nutritional composition can
be consulted in Table S1. Five days before initiating PST exposure, seawater temperature was slowly
adjusted (1.0 ± 0.5 ◦C per day), until it reached 21 ◦C and 24 ◦C in the tanks, simulating warming
conditions [10] and heat wave conditions [10,38], respectively. During this period, the commercial
fish diet used to feed fish was replaced by lyophilized hepatopancreas of non-contaminated mussels
(amount equivalent to 7.6% of fish b.w. with PST < DL), to allow fish to adapt to this new type of food.
Three scenarios were carried out (n = 18 animals per replicate tank of treatment, i.e., total of 144 animals
per treatment), simulating the current temperature conditions used in seabream rearing (18 ◦C), an
increase in average seawater temperature simulating the warming conditions projected by the IPCC in
the Mediterranean region (∆T ◦C = +3 ◦C; RCP 8.5, IPCC, 2014), and seawater temperature increase
simulating a heat wave event (∆T ◦C = +6 ◦C; [39]) (Figure 6). During the five days of PST exposure,
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seabream juveniles were daily fed with PST contaminated mussels (lyophilized hepatopancreas; 7.6%
b.w.; toxins’ profile presented in Table 2), and subsequently fed again with non-contaminated mussels
(7.6% b.w.) during the five days of the depuration phase. During acclimation and the exposure trial,
seawater abiotic parameters were checked daily and adjusted whenever needed.
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Figure 6. Experimental setup.
For toxin extraction and quantification, 45 individuals were randomly collected 2 h after feeding,
at days one, two, three, four, five (PST exposure), six, seven, eight, and ten (PST depuration). Fish were
randomly collected from each treatment and euthanized by immersion in an overdosed MS222 solution
(2000 mg L−1; Sigma-Aldrich, St. Louis, MO, USA) buffered with sodium bicarbonate (1 g of NaHCO3
to 1 g of MS222 to 1 L of seawater). In each temperature, 15 specimens were collected (n = five fish per
replicate; three replicates) for each sampling day. Euthanized fish were measured (total length, TL, and
weight, W) and whole body (without head) and i mediately frozen at −20 ◦C until further analysis.
For enzymatic and protein quantification assays, 15 seabream juveniles were randomly collected from
each temperature, euthanized, and measured, at day zero (before PST exposure), day five (maximum
PST exposure), and day ten (final day of depuration period). Fish were carefully dissected, and fish
muscle and viscera tissues (i.e., liver, pancreas, and intestines) were collected and immediately frozen
at −80 ◦C until further analysis. Details regarding fish biometry can be consulted in Table S2.
5.3. Toxins Extraction and Quantification
Toxins from whole fish homogenate were heat-extracted in 1% acetic acid, vortexed, and centrifuged
(15,000× g) for 10 min. Extracts followed a solid-phase extraction (SPE) with an octadecyl bonded phase
silica (Supelclean LC-18 SPE cartridge, 3 mL, Supelco, Bellefonte, PA, USA). Periodate and peroxide
oxidations of PST were carried out and toxins were immediately quantified by high performance liquid
chromatography with fluorescence detection (HPLC-FLD), based on the precolumn oxidation method
developed by Lawrence and Niedzwiadek (2001) [39]. The HPLC-FLD equipment consisted of a
Hewlett–Packard/Agilent Model 1290 Infinity quaternary pump, autosampler, column oven, and Model
1260 Infinity fluorescence detector. PST oxidation products were separated using a reverse-phase
Supelcosil LC-18, 15 × 4.6, 5 µm column (Supelco, Bellefonte, PA, USA). The mobile phase gradient
consisted of 0–5% B (0.1 M ammonium formate in 5% acetonitrile, pH 6) in the first 5 min, 5–70% B for
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the next 4 min, and back to 0% B in the next 2 min. Then, 100% mobile phase A (0.1 M ammonium
formate, pH 6) was used for 3 min before the next injection. The flow rate was 1 mL min−1 and the
detection wavelength set to 340 nm for excitation and 395 nm for emission. Instrumental limits of
detection (S/N = 3) were 11 ng g−1 dcSTX, 12 ng g−1 STX, 12 ng g−1 B1, 19 ng g−1 for dcGTX2 and
dcGTX3, and GTX2 and GTX3, 34 ng g−1 C1 and C2. Working standard solutions for calibration curves
were prepared by the dilution of PST stock solutions in PST-free cleaned-up fish tissue extract. Certified
calibration solutions for PST were purchased from the Certified Reference Materials Program of the
Institute for Marine Biosciences, National Research Council, Canada (STX-e, NEO-b, GTX2-b and
GTX3-b, GTX1-b and GTX4-b, dcSTX, dcGTX2 and dcGTX3, GTX5-b (B1), C1 and C2, and dcNEO-b).
5.4. Biochemical Assays
Fish tissues (muscle and viscera) were homogenized in ice-cold conditions with 1.5 mL of
phosphate buffered saline (PBS; 140 mM NaCl, 3 mM KCl, 10 mM KH2PO4, pH = 7.40 ± 0.02; reagents
from Sigma-Aldrich, Steinheim, Germany), using an Ultra-Turrax® device (T25 digital, Ika, Germany)
and centrifuged in 2 mL microtubes for 15 min at 10.000× g and 4 ◦C. Then, the supernatants were
transferred to new microtubes, immediately frozen, and kept at −80 ◦C until further analysis. Seven
molecular biomarkers were selected to assess the biological responses to PST exposure and warming at
the tissue level. A summary of the selected biomarkers is presented in Table 3, with reference to the
different methodologies used (further details regarding these methodologies have been previously
described by Madeira et al. [12], Maulvault et al. [24], and Maulvault et al. [32]). All biochemical
analyses were performed in triplicate and using reagents of pro analysis grade or higher. Total protein
levels were quantified in each sample in order to enable the subsequent normalization of each biomarker
(i.e., given in mg of protein; methodology based on the Bradford assay [40]). All methodologies were
adapted to 96-well microplates, as previously reported by Maulvault et al. [33].
Table 3. Summary of selected molecular biomarkers and the corresponding methodologies used.
Molecular Biomarker Ecotoxicological Response Methodology Used References
Superoxide dismutase (SOD) Oxidative stress Enzymatic assay [12,24,32]
Catalase (CAT) Oxidative stress Enzymatic assay [12,24,32]
Glutathione S-transferase
(GST)
Oxidative stress and xenobiotic
detoxification phase II Enzymatic assay [12,24,32]
Heat shock response (HSP70) Chaperoning, heat shock response Indirect ELISA [24,32]
Ubiquitin (Ub) Protein degradation and DNA repair Direct ELISA [24,32]





Acetylcholinesterase (AChE) Neurotoxicity Enzymatic assay [24,32]
5.5. Animal Fitness Index (Fulton’s K index)
The Fulton’s K index was directly calculated from the biometric data to determine fish condition,
according to the formula,
K = 100 × (W/TL3), (1)
where W is the total wet weight (g) and TL is total length (cm).
5.6. Statistical Analysis
Results were expressed as mean values ± standard deviation (SD). ANOVA assumptions
of normality and homoscedasticity were tested through Kolmogorov–Smirnov and Levene tests,
respectively. Data were log-transformed or square rooted transformed, whenever at least one of the
ANOVA assumptions was not verified. To evaluate the presence of significant differences between
whole organism PST accumulation and temperature, one-way ANOVA analysis was performed.
In terms of biochemical biomarkers (CAT, SOD, GST, LPO, HSP70, Ub, and AChE) and fish condition
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(W, TL, and K), a two-way ANOVA was carried out, using tissue (viscera and muscle), temperature
(i.e., 18 ◦C, 21 ◦C, and 24 ◦C) and treatment (Baseline (day zero), PST exposure (day five), and PST
depuration (day ten)) as variables. Subsequently, post-hoc Tukey HSD tests were performed. Potential
correlations between biomarker levels and the animal fitness index (Fulton’s K index) were performed
by means of the Pearson’s correlation coefficient. Statistical analyses were performed at a significance
level of 0.05, using STATISTICA™ software (Version 7.0, StatSoft Inc., Tulsa, OK, USA).
Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6651/11/7/408/s1,
Table S1: Commercial feed WIN Fast composition, by SPAROS, Lda (Olhão, Portugal), Table S2: Total length
(TL; cm) and weight (W; g) of sampled specimens of S. aurata (mean ± standard deviation; n = 15) during
the experiment.
Author Contributions: P.R.C. and A.M. conceived the project. P.P.-F., P.R.C. and A.M. designed the experiment.
V.B. and M.S. carried out the exposure experiment. V.B. and P.A. performed the instrumental analysis. V.B., A.L.M.,
P.A., P.P.-F., P.R.C. and A.M. were involved in data analysis and interpretation. All authors were involved in the
preparation of the manuscript.
Funding: The research leading to these results has received funding from the European Union
H2020-BG-2014-2015/H2020-BG-2015-2 under CERES project (grant agreement n◦ 678193). The Portuguese
Foundation for Science and Technology (FCT) supported the contract of AM in the framework of the IF2014 and
CEECIND 2017 programs (IF/00253/2014 and CEECIND/01739/2017, respectively). This work contributes to project
UID/Multi/04326/2019 from the Portuguese Foundation for Science and Technology (FCT).
Acknowledgments: The technical support of EPPO, IPMA, staff was essential to supply juvenile seabream for the
experiments. The technical support of IPMA biotoxins monitoring staff was also essential to ensure the collection
of contaminated mussel samples for the trials. Guia Maritime Laboratory, Faculty of Sciences, Lisbon University,
for supporting the experiment at their premises.
Conflicts of Interest: The authors declare no conflict of interest.
References
1. Van Dolah, F.M. Marine Algal Toxins: Origins, Health Effects, and Their Increased Occurrence.
Environ. Health Perspect. 2000, 108, 133–141. [CrossRef] [PubMed]
2. Marques, A.; Nunes, M.L.; Moore, S.K.; Strom, M.S. Climate change and seafood safety: Human health
implications. Food Res. Int. 2010, 43, 1766–1779. [CrossRef]
3. Costa, P.R.; Botelho, M.J.; Lefebvre, K.A. Characterization of paralytic shellfish toxins in seawater and sardines
(Sardina pilchardus) during blooms of Gymnodinium catenatum. Hydrobiologia 2010, 655, 89–97. [CrossRef]
4. Mincarelli, L.F.; Paula, J.R.; Pousão-Ferreira, P.; Rosa, R.; Costa, P.R. Effects of acute waterborne exposure to
harmful algal toxin domoic acid on foraging and swimming behaviours of fish early stages. Toxicon 2018,
156, 66–71. [CrossRef] [PubMed]
5. Deeds, J.R.; Landsberg, J.H.; Etheridge, S.M.; Pitcher, G.C.; Longan, S.W. Non-traditional vectors for paralytic
shellfish poisoning. Mar. Drugs 2008, 6, 308–348. [CrossRef] [PubMed]
6. Costa, P.R.; Costa, S.T.; Braga, A.C.; Rodrigues, S.M.; Vale, P. Relevance and challenges in monitoring marine
biotoxins in non-bivalve vectors. Food Control 2017, 76, 24–33. [CrossRef]
7. Etheridge, S.M. Paralytic shellfish poisoning: Seafood safety and human health perspectives. Toxicon 2010,
56, 108–122. [CrossRef] [PubMed]
8. Visciano, P.; Schirone, M.; Berti, M.; Milandri, A.; Tofalo, R.; Suzzi, G. Marine Biotoxins: Occurrence, Toxicity,
Regulatory Limits and Reference Methods. Front. Microbiol. 2016, 7, 1051. [CrossRef] [PubMed]
9. Gobler, C.J.; Doherty, O.M.; Hattenrath-Lehmann, T.K.; Griffith, A.W.; Kang, Y.; Litaker, R.W. Ocean warming
since 1982 has expanded the niche of toxic algal blooms in the North Atlantic and North Pacific oceans. Proc.
Natl. Acad. Sci. USA 2017, 114, 4975–4980. [CrossRef]
10. IPCC. Climate Change 2014: Impacts, Adaptation, and Vulnerability. Part A: Global and Sectoral Aspects.
Contribution of Working Group II to the Fifth Assessment Report of the Intergovernmental Panel on Climate Change;
Field, C.B., Barros, V.R., Dokken, D.J., Mach, K.J., Mastrandrea, M.D., Bilir, T.E., Chatterjee, M., Ebi, K.L.,
Estrada, Y.O., Genova, R.C., et al., Eds.; Cambridge University Press: Cambridge, UK; New York, NY, USA,
2014; 1132p.
11. Hong, H.Z.; Lam, P.K.; Hsieh, D.P. Interactions of paralytic shellfish toxins with xenobiotic-metabolizing and
antioxidant enzymes in rodents. Toxicon 2003, 42, 425–431. [CrossRef]
Toxins 2019, 11, 408 15 of 16
12. Madeira, D.; Vinagre, C.; Diniz, M.S. Are fish in hot water? Effects of warming on oxidative stress metabolism
in the commercial species Sparus aurata. Ecol. Indic. 2016, 63, 324–331. [CrossRef]
13. Perreault, F.; Matias, M.S.; Melegari, S.P.; Pinto, C.R.; Creppy, E.E.; Popovic, R.; Matias, W.G.
Investigation of animal and algal bioassays for reliable saxitoxin ecotoxicity and cytotoxicity risk evaluation.
Ecotoxicol. Environ. Saf. 2011, 74, 1021–1026. [CrossRef] [PubMed]
14. Ballesteros, M.L.; Wunderlin, D.A.; Bistoni, M.A. Oxidative stress responses in different organs of
Jenynsia multidentata exposed to endosulfan. Ecotoxicol. Environ. Saf. 2009, 72, 199–205. [CrossRef]
[PubMed]
15. Madeira, D.; Narciso, L.; Cabral, H.N.; Vinagre, C.; Diniz, M.S. Influence of temperature in thermal and
oxidative stress responses in estuarine fish. Comp. Biochem. Physiol. A 2013, 166, 237–243. [CrossRef]
[PubMed]
16. FAO. Cultured Aquatic Species Information Programme: Sparus aurata. In Cultured Aquatic Species Information
Programme; Colloca, F., Cerasi, S., Eds.; FAO Fisheries and Aquaculture Department: Rome, Italy, 2005.
17. Šegvic´-Bubic´, T.; Grubišic´, L.; Karaman, N.; Ticˇina, V.; Jelavic´, K.M.; Katavic´, I. Damages on mussel farms
potentially caused by fish predation—Self-service on the ropes? Aquaculture 2011, 319, 497–504. [CrossRef]
18. EFSA. Scientific Opinion of the Panel on Contaminants in the Food Chain on a request from the European
Commission on Marine Biotoxins in Shellfish—Saxitoxin Group. EFSA J. 2009, 1019, 1–76.
19. Costa, P.R.; Lage, S.; Barata, M.; Pousão-Ferreira, P. Uptake, transformation, and elimination kinetics of
paralytic shellfish toxins in white seabream (Diplodus sargus). Mar. Biol. 2011, 158, 2805–2811. [CrossRef]
20. Kwong, R.W.M.; Wang, W.X.; Lam, P.K.S.; Yu, P.K.N. The uptake, distribution and elimination of paralytic
shellfish toxins in mussels and fish exposed to toxic dinoflagellates. Aquat. Toxicol. 2006, 80, 82–91. [CrossRef]
21. Costa, P.R.; Pereira, P.; Guilherme, S.; Barata, M.; Nicolau, L.; Santos, M.A.; Pacheco, M.; Pousão-Ferreira, P.
Biotransformation modulation and genotoxicity in white seabream upon exposure to paralytic shellfish
toxins produced by Gymnodinium catenatum. Aquat. Toxicol. 2012, 106–107, 42–47. [CrossRef]
22. Costa, P.R. Impact and effects of paralytic shellfish poisoning toxins derived from harmful algal blooms to
marine fish. Fish 2016, 17, 226–248. [CrossRef]
23. Bricelj, V.M.; Shumway, S.E. Paralytic shellfish toxins in bivalve mollusks: Occurrence, transfer kinetics and
biotransformation. Rev. Fish. Sci. 1998, 6, 315–383. [CrossRef]
24. Maulvault, A.L.; Camacho, C.; Barbosa, V.; Alves, R.; Anacleto, P.; Cunha, S.C.; Fernandes, J.O.;
Pousão-Ferreira, P.; Paula, J.R.; Rosa, R.; et al. Bioaccumulation and ecotoxicological responses of juvenile
white seabream (Diplodus sargus) exposed to triclosan, warming and acidification. Environ. Pollut. 2019, 245,
427–442. [CrossRef] [PubMed]
25. Farrell, H.; Seebacher, F.; O’Connor, W.; Zammit, A.; Harwood, D.T.; Murray, S. Warm temperature acclimation
impacts metabolism of paralytic shellfish toxins from Alexandrium minutum in commercial oysters. Glob.
Chang. Biol. 2015, 21, 3402–3413. [CrossRef] [PubMed]
26. Mazur, M. The Effect of Temperature on Paralytic Shellfish Toxin Uptake by Blue Mussels (Mytilus Edulis) and
Sea Scallops (Placopecten magellanicus). Honors College Paper 216. 2015. Available online: http://digitalcommons.
library.umaine.edu/honors/216 (accessed on 23 May 2019).
27. Braga, A.C.; Camacho, C.; Marques, A.; Gago-Martínez, A.; Pacheco, M.; Costa, P.R. Combined effects of
warming and acidification on accumulation and elimination dynamics of paralytic shellfish toxins in mussels
Mytilus galloprovincialis. Environ. Res. 2018, 164, 647–654. [CrossRef] [PubMed]
28. Clemente, Z.; Busato, R.H.; Ribeiro, C.A.O.; Cestaric, M.M.; Ramsdorf, W.A.; Magalhães, V.F.; Wosiack, A.C.;
Silva de Assis, H.C. Analyses of paralytic shellfish toxins and biomarkers in a southern Brazilian reservoir.
Toxicon 2010, 55, 396–406. [CrossRef] [PubMed]
29. Maulvault, A.L.; Custodio, C.; Anacleto, P.; Repolho, T.; Pousão, P.; Nunes, M.L.; Diniz, M.; Rosa, R.;
Marques, M. Bioaccumulation and elimination of mercury in juvenile seabass (Dicentrarchus labrax) in a
warmer environment. Environ. Res. 2016, 149, 77–85. [CrossRef] [PubMed]
30. Bakke, M.J.; Horsberg, T.E. Kinetic properties of saxitoxin in Atlantic salmon (Salmo salar) and Atlantic cod
(Gadus morhua). Comp. Biochem. Physiol. Part C Toxicol. Pharmacol. 2010, 152, 444–450. [CrossRef]
31. Silva de Assis, H.C.; da Silva, C.A.; Oba, E.T.; Pamplona, J.H.; Mela, M.; Doria, H.B.; Guiloski, I.C.;
Ramsdorf, W.; Cestari, M.M. Hematologic and hepatic responses of the freshwater fish Hoplias malabaricus
after saxitoxin exposure. Toxicon 2013, 66, 25–30. [CrossRef]
Toxins 2019, 11, 408 16 of 16
32. Maulvault, A.L.; Barbosa, V.; Alves, R.; Custódio, A.; Anacleto, P.; Repolho, T.; Pousão-Ferreira, P.; Rosa, R.;
Marques, A.; Diniz, M. Ecophysiological responses of juvenile seabass (Dicentrarchus labrax) exposed to
increased temperature and dietary methylmercury. Sci. Total Environ. 2017, 586, 551–558. [CrossRef]
33. Maulvault, A.L.; Barbosa, V.; Alves, R.; Anacleto, P.; Camacho, C.; Cunha, S.C.; Fernades, J.O.;
Pousão-Ferreira, P.; Rosa, R.; Marques, A.; et al. Integrated multi-biomarker responses of juvenile seabass to
diclofenac, warming and acidification co-exposure. Aquat. Toxicol. 2017, 202, 65–79. [CrossRef]
34. Pandey, S.; Ahmad, I.; Parvez, S.; Bin-Hafeez, B.; Haque, R.; Raisuddin, S. Effect of Endosulfan on Antioxidants
of Freshwater Fish Channa punctatus Bloch: 1. Protection Against Lipid Peroxidation in Liver by Copper
Preexposure. Arch. Environ. Contam. Toxicol. 2001, 41, 345–352. [CrossRef] [PubMed]
35. Silva, C.A.; Oba, E.T.; Ramsdorf, W.A.; Magalhães, V.F.; Cestari, M.M.; Ribeiro, C.A.O.; Silva de Assis, H.C.
First report about saxitoxins in freshwater fish Hoplias malabaricus through trophic exposure. Toxicon 2011, 57,
141–147. [CrossRef] [PubMed]
36. Gubbins, M.J.; Eddy, F.B.; Gallacher, S.; Stagg, R.M. Paralytic shellfish poisoning toxins induce xenobiotic
metabolising enzymes in Atlantic salmon (Salmo salar). Mar. Environ. Res. 2000, 50, 479–483. [CrossRef]
37. Madeira, D.; Vinagre, C.; Costa, P.M.; Diniz, M.S. Histopathological alterations, physiological limits, and
molecular changes of juvenile Sparus aurata in response to thermal stress. Mar. Ecol. Prog. Ser. 2014, 505,
253–266. [CrossRef]
38. Jacob, D.; Petersen, J.; Eggert, B.; Alias, A.; Christensen, O.B.; Bouwer, L.M.; Braun, A.; Colette, A.; Déqué, M.;
Georgievski, G.; et al. EURO-CORDEX: New high-resolution climate change projections for European impact
research. Reg. Environ. Chang. 2014, 14, 563–578. [CrossRef]
39. Lawrence, J.F.; Niedzwiadek, B. Quantitative determination of paralytic shellfish poisoning toxins in shellfish
by using prechromatographic oxidation and liquid chromatography with fluorescence detection. J. AOAC Int.
2001, 84, 1099–1108.
40. Bradford, M.M. A rapid and sensitive method for the quantification of microgram quantities of protein
utilizing the principle of protein-dye binding. Anal. Biochem. 1976, 72, 248–254. [CrossRef]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
